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were added to the appropriate wells and incubated for 30 minutes at 25 °C Celsius. The assay was started by dispensing 1 µL of 375 nM FP-Rh probe in assay buffer to all wells. Plates were centrifuged and after 180 minutes of incubation at 25 °C Celsius, fluorescence polarization was read on a Viewlux microplate reader (PerkinElmer) using a BODIPY TMR FP filter set and a BODIPY dichroic mirror (excitation = 525 nm, emission = 598 nm). Fluorescence polarization was read for 15 seconds for each polarization plane (parallel and perpendicular). Prior to further calculations, the following formula was used to calculate fluorescence polarization (FP):
Where: Raw1 is defined as the S channel; Raw2 is defined as the P channel.
The percent inhibition for each compound was calculated as follows:
Where: Low_Control is defined as wells containing recombinant ECD of MarP and DMSO; Test_Compound is defined as wells containing MarP in the presence of test compound; High_Control is defined as wells containing no recombinant ECD of MarP.
A mathematical algorithm was used to determine nominally inhibiting compounds in the primary screen.
Two values were calculated: (1) the average percent inhibition of all compounds tested, and (2) three times their standard deviation. The sum of these two values was used as a cutoff parameter which equated to 37.25%. Any compound that exhibited greater inhibition (%) than the cutoff parameter was declared active which yielded 157 compounds for further characterization. Additionally, similar methods related to the 4 other mammalian serine hydrolases examined as counter-screens in this manuscript can be found at their respective published Pubchem AIDs, RBBP9 (AID 1515), PME-1 (AID 2130), LYPLA2 (AID 2177), and PREPL (AID 2751).
Chemical Synthesis of BO43, BO43T and 2DT Synthesis of BO43 was achieved by a two-step reaction sequence. 1 3.42 g 2-amino-5-chlorobenzoic acid was dissolved in pyridine, followed by dropwise addition of Synthesis of BO43T was achieved by a four-step reaction sequence. [1] [2] [3] (1) Synthesis of ethyl salicylate:
1.20 mL concentrated sulfuric acid was added slowly to an ethanol solution of 1.70 g 2-hydroxybenzoic acid.
The mixture was refluxed at 100 °C overnight. Ethanol was removed and the residue dissolved in water.
The pH of the solution was adjusted to 7.0-8.0 by adding saturated sodium carbonate, during which the product gradually precipitated. Solid product was extracted in ethyl acetate. Organic layers were separated and dried over anhydrous sodium sulfate. Organic solvent was removed under reduced pressure to give 
